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Abstract
Because of their strong dependence on the environment, the spatial distribution of pond-
breeding amphibians can be greatly influenced by anthropogenic habitat alteration. In
some agricultural landscapes in Brazil, the anuran Pseudopaludicola mystacalis appears to
be highly influenced by land use. Because adult males and tadpoles of this species are usu-
ally found in marshy areas with cattle hoof prints, we hypothesized that P. mystacalis pref-
erentially occupies aquatic habitats with marshy areas that are trampled by cattle. To test
our hypothesis, we assessed whether the occurrence of P. mystacalis is associated with
the presence of cattle and trampled marshy areas, and which environmental features best
explain the spatial distribution and abundance of P. mystacalis. To do so, we sampled 38
aquatic habitats in an area intensely used for livestock in southeastern Brazil. We found
that the presence of cattle and trampled marshy areas in aquatic habitats are positively
associated to P. mystacalis occurrence. Additionally, the abundance of calling males is bet-
ter predicted by variables of landscape and local habitat structure. Specifically, the size of
trampled marshy areas and the proportion of herbaceous vegetation within the aquatic hab-
itat are positively associated with abundance, while distance to nearest aquatic habitat are
negatively associated with abundance of calling males. All three of these variables can be
directly or indirectly linked to the presence of cattle or grazing management. Therefore, this
work shows evidence that Pseudopaludicola mystacalis is positively influenced by grazing
management with cattle, and draws attention to other unknown potential consequences of
different land use to fresh water diversity.
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Introduction
Amphibians have recently experiencedpopulation declines due to habitat modification, emer-
gent diseases, climate change, aquatic pollution, widespread introduction of predatory fish,
acidification of aquatic habitats, and all their possible interactions [1,2]. More specifically, habi-
tat loss and modification are the most important causes of amphibian declines [1]. Because of
their strong dependence on the environment, the spatial distribution of pond-breeding
amphibians can be expected to follow the habitat selection hypotheses (e.g. [3–5]), which
assumes that individuals tend to select habitats that provide them with higher fitness [6–9].
This selection process can depend on abiotic features (e.g. environmental features), biotic inter-
actions (e.g. such as the presence of predators and/or competitors) [7,10] and dispersal ability
[9]. In the case of pond-breeding amphibians, structural complexity and hydroperiod of the
aquatic habitats are crucially important [4,5,11,12]. For example, the hydroperiod of ponds
determines the degree of exposure to drying or to certain predators [12,13], while structural
complexity determines the availability of breeding sites and shelter from predators [14–18].
Therefore, alterations in the structural complexity of aquatic habitats can severely affect spatial
distribution of amphibians (e.g. [4,11,19]).
Within this context, cattle grazing has recently receivedmuch attention because of its ambig-
uous impacts on pond-breeding amphibians and the overall diversity of freshwater habitats (e.g.
[20–22]). Landscapes dominated by pasture can be harsh environments for amphibians. The
absence of sheltering and shading structures (e.g. trees and shrubs) can increase air and soil tem-
perature and decrease humidity, directly and negatively affecting amphibian performance and,
therefore, constraining their dispersal ability even for anurans associated with open landscapes
[23]. Accordingly, some recent studies have shown that some landscape features, such as dis-
tance to the nearest forest patch or to other aquatic habitats, can influence abundance and spa-
tial distribution of many amphibian species [4,23]. However, farmland ponds are still
intensively used as reproductive sites by amphibians, mostly because these ponds are often the
only aquatic habitats available in agricultural landscapes [4,24]. In these ponds, cattle can nega-
tively impact amphibians by altering water quality and reducing the number of breeding and
foraging sites [20]. For example, the green frog (Lithobathes clamitans, referred to as Rana cla-
mitans in Burton et al. [20]) was found to have fewer post metamorphic individuals in ponds
where cattle were present than in those where cattle were absent, probably due to a reduction in
vegetation height and cover [20]. In the other hand, the opposite pattern was found for the
American toad (Anaxyrus americanus, referred to as Bufo americanus in Burton et al. [20]).
Therefore, although pastures are a harsh environment to amphibians, cattle grazing can also
positively impact some species that are resistant to these environmental changes [20,25].
Here we propose the hypothesis that the presence of cattle can positively influence the pond
breeding anuran Pseudopaludicola mystacalis (Leptodactylidae).Pseudopaludicola mystacalis is
usually found along marshy areas of ponds or in marshes with herbaceous vegetation. Tadpoles
of this species complete their development in small, individual puddles (10 to 13 cm diameter)
located in these marshy areas (referred to as Pseudopaludicola aff. falcipes in Sousa et al [26]).
The interest thing, however, is that in northwestern São Paulo State, Brazil, these small puddles
are formed, in most cases, by cattle trampling [26]. Therefore, we propose that P.mystacalis
selects aquatic habitats with shallow marshy areas that are created by cattle trampling. Specifi-
cally, we predict that: (1) the occurrence of Pseudopaludicola mystacalis is influenced both by
the access of cattle and the presence of trampled marshy areas in aquatic habitats; and (2) attri-
butes of the physical structure of aquatic habitats, such as the size of trampled marshy areas,
are more important than attributes of the landscape or water quality in explaining the abun-
dance of callingmales of P.mystacalis.
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Material and Methods
Ethics statement
Because our sampling method did not involve any kind of animal manipulation (see study
design section) approval from an ethics committee was not required. This study did not involve
any endangered or protected species and all sampled aquatic habitats were located on private
land, so each sampling was done with landowner permission.
Study area
The study was performed in northwestern São Paulo State in southeastern Brazil (Fig 1). The
region was originally dominated by mesophytic semideciduous forest (Atlantic Forest) and
patches of Brazilian savanna (Cerrado) [27]. However, this vegetation has been severely
reduced by agricultural and livestock activities and only small forest fragments, corresponding
to only 5% of the original forest cover, remain [28]. According to the last agricultural census,
the state of São Paulo contains about 7 million hectares of pasture land composed of about
41% natural pasture and 59% planted grasses [29,30]. These pasture lands host almost 11 mil-
lion cattle, horses and buffaloes, for a density of about 1.6 cattle per hectare [29]. The region’s
climate is hot and humid, and characterized by well-definedwet and dry seasons (Köppen’s
Aw [31]). Total annual rainfall varies from about 1100 to 1300 mm and monthly average tem-
perature varies from 20°C in the coldest month to 27°C in the hottest month [32]. The wet sea-
son occurs betweenOctober and March [33], in which about 85% of the total annual rainfall is
concentrated [32].
Sampling design
We assessed the abundance of callingmales in 38 aquatic habitats (ponds and marshes) during
one rainy season (September 2012 to March 2013). Distance between aquatic habitats varied
from 20 m to 78 km (Fig 1), but most of the sampled habitats were more than 80 m apart with
exception of two pairs of habitats that were 50 and 20 m apart (see more in S1 Table). We sam-
pled each aquatic habitat three times during the rainy season (S2 Table): once at the beginning
(September 2012 to October 2012); once in the middle (November 2012 to January 2013) and
once at the end (February 2013 to March 2013). Environmental variables and geographic coor-
dinates of each aquatic habitat were recorded one time in the middle of the rainy season before
dark (S2 Table). Sampling was performed using call surveys at breeding habitats [34] between
04:00 p.m. and 11:00 p.m. (S2 Table) because this is the time period that males of P.mystacalis
are usually found calling [35]. One researcher (RMP) walked slowly along the entire perimeter
of each aquatic habitat and recorded the number of callingmales. To avoid sampling bias
because of the variable period of vocalization of P.mystacalis, each aquatic habitat was sampled
at least one time during daylight (before 7:00 p.m.) and at least one time after dark (after 7:00
p.m.).
Environmental descriptors
We characterized the landscape around the aquatic habitats using the following variables: (i)
distance of the aquatic habitat from the nearest forest fragment; (ii) distance of the aquatic hab-
itat from the next nearest water body and (iii) percentage of area around the aquatic habitat
that is pasture (Table 1). Variables i and ii were measured in the field when they were less than
200 m, and from satellite images using Google Earth (version 6.1.0.5001) when greater than
200 m. Variable iii was visually estimated for the area encompassed by a circle with a radius of
50 m from the center of each aquatic habitat.
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The physical structure of aquatic habitats was characterized by three variables: (i) size (m2)
of trampled marshy area (the size of areas with some herbaceous vegetation and cattle hoof
prints forming small puddles; S2 Fig); (ii) proportion of herbaceous vegetation cover within the
aquatic habitat and (iii) proportion of the margin of the aquatic habitat that is at low levels
Fig 1. Distribution of studied aquatic habitats. Black dots represent the studied aquatic habitats in northwestern São Paulo State in southeastern
Brazil. Green areas in the inset represent remaining forest whereas yellow areas represent open areas.
doi:10.1371/journal.pone.0163094.g001
Table 1. Variation in environmental descriptors among the sampled aquatic habitats.
Mean Standard deviation Coefficient of variation (%) Min—Max
VHE (%) 28.07 22.60 80.51 0–81
STA (m2) 18.60 45.38 243.96 0–247.95
PPM (%) 23.68 25.62 108.17 0–90
PSP (%) 57.89 31.87 55.05 0–100
DFF (m) 163.18 320.08 196.15 0–1420
DNH (m) 104.86 211.84 202.02 0–985
DO (mg/L) 3.85 0.85 22.21 2.53–5.42
pH 7.97 0.95 11.89 6.35–10.48
CON (mS/cm) 0.10 0.10 107.97 0–0.38
Abbreviations: VHE—proportion of herbaceous vegetation cover in aquatic habitat (%); STA—size of trampled marshy area (m2); PPM—proportion of flat
level margin (%); PSP—percentage of surrounding pasture (%); DFF—distance to the nearest forest fragment (m); DNH—distance to the nearest aquatic
habitat (m); DO—dissolved oxygen in water (mg/L); pH—hydrogen potential of water; CON—water conductivity (mS/cm).
doi:10.1371/journal.pone.0163094.t001
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near the water level (Table 1). We measured width and length of the entire area covered by cat-
tle hoof prints at each aquatic habitat and determined the approximate geometric shape of
these areas (rectangle, circle or triangle) in order to estimate area (S1 Fig). These areas may be
naturally present in some aquatic habitats throughout the year, or occur once cattle access
them or pass through them throughout the year. Whatever the case, the size of these areas may
have little variation along the rainy season. The proportion of herbaceous cover was estimated
because the variation in the number of callingmales could be just a consequence of vegetation,
without any association with trampled areas, once trampled areas could also have herbaceous
vegetation. Therefore, the percentage of herbaceous vegetation cover in the area of an aquatic
habitat was estimated visually, as was the proportion of the margin that was flat level. This lat-
ter variable was considered becausemales of P.mystacalis are usually found calling from flat
level surfaces. These three structural variables were the only variables considered because P.
mystacalis is known to occur in a wide variety of aquatic habitats (e.g. large and small ponds
and marshes [4,35,36]; RMP pers. obs.), but almost always in shallow marshy areas [35,37].
Access of cattle to aquatic habitats was recorded as binary data (1 = cattle present; 0 = cattle
absent).
The amount of dissolved oxygen, pH and conductivity of the water (Table 1) were mea-
sured, using a Horiba U-10 Multiparameter Meter, because these parameters are known to
influence tadpole development and to vary among aquatic habitats, whether cattle had access
or not [20,38].
Data analyses
We used occupancymodels to assess whether the presence of cattle and trampled marshy areas
could explain the occupancy of aquatic habitats by Pseudopaludicola mystacalis [39]. Because
amphibian detection probabilities (P) in aquatic habitats are usually not constant (e.g. [40]), we
used the number of days from the first sampling (i.e. the beginning of the rainy season) and the
hour when we performed the sampling as variables to account for seasonal and daily variation
in detection probabilities, respectively. Hour of sampling was transformed into a decimal for
further analysis. As occupancy variables (ѱ), we used presence or absence of cattle (1 & 0) and
presence or absence of trampled marshy areas (1 & 0). Using these variables we constructed
models of all 16 of their possible combinations. Goodness of fit of our global and best models
were assessed by Pearson’s chi-square (X2) using parametric bootstrapping [41] (S3 Table). We
selected the model that best predicts occupancy based on Akaike’s information criterion, with
correction for small sample sizes (AICc; [42]). We also assessed the relative importance of each
variable (w+; [42]) in contributing to the detection and occupancy probabilities by summing
the Akaike weights (AICcw) of all of the models where a specific variable was present [42]. The
estimates of each variable were averaged from all of the models accounting for model selection
uncertainty [42].
We assessed the environmental variables that best predicted the abundance of Pseudopalu-
dicola mystacalis by using N-mixture models for point count data [43]. First, we standardized
all environmental variables by subtracting the mean from each value and dividing by the stan-
dard deviation [44]. We thus searched for collinearity among environmental variables using
the variance inflation factor (VIF; [45]; S4 Table). Again, the goodness of fit of our global and
best model were assessed with Pearson’s chi-square using a parametric bootstrapping [41] (S3
Table). We used quasi-likelihood information criteria (QAICc) to select the best models
because the globalmodel did not fit any of the available distributions sufficiently (i.e. Poisson,
Negative Binomial and Zero Inflated Poisson; S3 Table). To assess whether variables of the
structure of aquatic habitats were better predictors than variables from water quality or
Effects of Grazing Management and Cattle on Habitat Use by the Anuran Pseudopaludicola mystacalis
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landscape, we constructedmodels with only structural variables, only landscape variables and
only water quality variables, plus we constructedmodels with all possible combinations of
these variables and a model without an abundance (λ) variable. We also used all possible com-
binations of detection variables within those models. This procedure resulted in 32 models that
were subjected to model selection based on QAICc values [42]. To specifically assess which var-
iables from the best models were the best predictors of the abundance of callingmales, we con-
structedmodels with all possible combinations of all variables present in the best predictor
models, and assessed their relative importance (w+; [42]) by summing the values of their
Akaike weights (QAICcw) from each model where a given variable was present [42]. We also
assessed the average estimates of these variables accounting for model selection uncertainty
[42].
All analyses were conducted using the software R 3.1.1 [46]. Standardization of variables
and the VIF analysis were performed using the functions decostand() and vif.cca(), respectively,
of R package 'vegan' [47]. Model constructionwas done using the functions occu(), for detec-
tion/nondetectiondata, and pcount(), for point count data, both from R package 'unmarked'
[48]. The model selection procedures were performed using the function aictab() from R pack-
age 'AICmodavg' [49] and the relative importance of variables and average estimates was
assessed using the functionmodel.avg() from R package 'MuMIn' [50]. The construction of
models with all possible combinations of the variables from the best model for predicting the
abundance of callingmales was done using the function dredge() from R package 'AICmodavg'
[49]. Goodness of fit tests were performed using the functionsmb.gof.test() and Nmix.gof.test()
from R package 'AICmodavg' [49].
Results
The influence of cattle and their trampled marshy areas on habitat
occupancy
The best predictive models (ΔAICc< 2) of occupancy of aquatic habitats by Pseudopaludicola
mystacalis included all occupancy and detection variables (Table 2). Although the two detec-
tion variables were included in the best models, the hour of day was much more important
than the day from the beginning of rainy season (Table 3). Sampling hour varied from 4:00 p.
m. to 10:50 p.m., and the species had a higher chance of being detected prior to nightfall (i.e.
before 07:00 p.m.; mean 06:48 p.m.; Table 4). Similarly, the species had a better chance of being
Table 2. Model selection data for occupancy by Pseudopaludicola mystacalis.
K AICc ΔAICc AICcw
P(HOU); ѱ(PCT + PTA) 5 102.73 0.00 0.31
P(HOU + DAY);ѱ(PCT + PTA) 6 102.90 0.16 0.29
P(HOU + DAY);ѱ(PTA) 5 104.07 1.34 0.16
P(DAY); ѱ(PTA) 4 104.11 1.38 0.16
P(HOU); ѱ(PCT) 4 107.07 4.34 0.04
P(HOU + DAY);ѱ(PCT) 5 107.22 4.48 0.03
P(DAY); ѱ(PCT + PTA) 5 109.96 7.23 0.01
Abbreviations: K—number of parameters; AICc—corrected Akaike’s Information Criteria; ΔAICc—difference
in corrected Akaike’s Information Criteria; AICcw—weights of corrected Akaike’s Information Criterion; HOU
—hour of the day; DAY—day from the beginning of the rainy season; PCT—presence of cattle; PTA—
presence of trampled marshy area. Only models with AICcw > 0.00 are shown.
doi:10.1371/journal.pone.0163094.t002
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found calling between the beginning and the middle of the rainy season (mean presence in day
89 of 188 days; Table 4). Both the presence of cattle and trampled marshy areas were important
in predicting the occupancy of P.mystacalis, but the presence of trampled marshy areas was
most important (Table 3). The best model predicted the chance of occupancy of an aquatic
habitat by P.mystacalis to be 0.03% (SE = ±0.65) in habitats without trampled marshy areas or
cattle access, but 31.34% (SE = ±15.17) in habitats with only cattle access but no trampled mar-
shy areas, and 82,73% (SE = ± 9,38) in habitats with cattle access and trampled marshy areas.
In fact, most of the habitats where P.mystacalis occurredhad cattle access and trampled mar-
shy areas (89%, S2 Table). It should be noted that trampled marshy areas only occurred in hab-
itats where cattle had access (S2 Table).
Relative importance of aquatic habitat, landscape and water quality
variables in determining the abundance of calling Pseudopaludicola
mystacalis
Neither of the two best models for predicting the abundance of callingmales (ΔQAICc< 2)
included any of the detection variables, but both included the day from the beginning of the
Table 3. Relative importance (w+) and average estimates of detection (P) and occupancy variables
(ѱ) for occurrence of Pseudopaludicola mystacalis.
w+ Estimate Standard Error
Intercept (P) - 6.591 2.21
HOU (P) 0.98 -18.035 6.92
DAY (P) 0.49 -0.004 0.005
Intercept (ѱ) - -6.244 33.894
PTA (ѱ) 0.93 2.447 1.186
PCT (ѱ) 0.68 5.308 33.951
Abbreviations: w+—sum of the AICcw of the models where the parameter was present; HOU—hour of the
day; DAY—day from the beginning of the rainy season; PCT—presence of cattle; PTA—presence of
trampled marshy area.
doi:10.1371/journal.pone.0163094.t003
Table 4. Model selection for abundance of Pseudopaludicola mystacalis.
K QAICc ΔQAICc QAICcw
P(.); λ(STR + LAN) 9 126.64 0.00 0.44
P(DAY); λ(STR + LAN) 10 127.40 0.76 0.30
P(HOU); λ(STR + LAN) 10 129.06 2.42 0.13
P(HOU + DAY); λ(STR + LAN) 11 130.08 3.44 0.08
P(.); λ(STR) 6 133.13 6.49 0.02
P(DAY); λ(STR) 7 134.04 7.40 0.01
P(.); λ(STR + LAN + WAT) 12 134.91 8.27 0.01
P(HOU); λ(STR) 7 135.11 8.47 0.01
Abbreviations: K—number of parameters; QAICc—corrected Quasi-Akaike’s Information Criteria; ΔQAICc—difference in corrected Quasi-Akaike’s
Information Criteria; QAICcw—weights of corrected Quasi-Akaike’s Information Criteria; HOU—hour of the day; DAY—day from the beginning of the rainy
season; STR—variables from physical structure of aquatic habitats, which includes proportion of herbaceous vegetation cover, size of trampled marshy
area and proportion of flat level margin; LAN—variables from the surrounding landscape, which includes distance from nearest aquatic habitat, proportion of
surrounding pasture and distance from nearest forest fragment; WAT—variables from water quality, which includes dissolved oxygen in water, hydrogen
potential of water (pH) and water conductivity. Only models with QAICcw > 0.00 are shown. Estimative of c^ for the global model was 3.98.
doi:10.1371/journal.pone.0163094.t004
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rainy season (Table 4). These models also included predictor variables from both landscape
and structure of aquatic habitats. Becausemodels with and without detection variables were
both good at predicting the abundance of callingmales, we assessed the relative importance of
variables using the best model, that is, with no detection variables.We found three variables,
two from structure and one from landscape, to be most important (Table 5). These predictors
were the size of trampled marshy areas and the proportion of herbaceous vegetation cover
within the aquatic habitat and the distance to the nearest aquatic habitat (Table 4).
Discussion
Our results support the hypothesis that males of Pseudopaludicola mystacalis select habitats
with marshy areas trampled by cattle. However, the proportion of herbaceous vegetation cover
and the proximity of other humid environments were also important. We showed that, in
highly deforested regions with mostly livestock activities, the spatial distribution of P.mystaca-
lis is most influenced by environmental features related to grazingmanagement. More impor-
tantly, the presence of cattle, and consequently trampled marshy areas, is a determinant for
habitat occupation by P.mystacalis.
Given that we found the presence of cattle and trampled marshy areas to be important pre-
dictors of site occupancy, we suggest that cattle are the main drivers of the occurrence of Pseu-
dopaludicola mystacalis. Cattle can create small puddles by trampling marshy areas at the
edges of aquatic habitats forming small puddles, which provide suitable habitats for the devel-
opment of the tadpoles of P.mystacalis [26]. Furthermore, these puddles can increase the rela-
tive humidity of the microhabitat making themmore suitable for callingmales, which is
particularly important for anurans that call during the day in open areas, such as P.mystacalis
[35]. Additionally, the observedpositive relationship between the abundance of males of P.
mystacalis and the size of trampled marshy areas may indicate an individual-area relationship
[51]. This relationship predicts that as habitat area increases, species abundance should also
increase, mostly because of increased physical space and resources. In this case, we believe that
larger trampled marshy areas likely provide a greater number of cattle hoof prints (i.e. small
puddles), and thus a greater number of puddles available as calling sites and for tadpole
Table 5. Relative importance (w+) and average estimates of detection (P) and abundance variables
(λ) from the variables present in the best models (ΔQAICc < 2) for abundance of Pseudopaludicola
mystacalis.
w+ Estimate Standard Error
Intercept (P) - -2.175 0.796
DAY (P) 0.55 -0.002 0.002
Intercept (λ) - 0.890 0.865
DNH (λ) 1 -4.292 1.164
HEV (λ) 0.98 0.612 0.143
STA (λ) 0.92 0.232 0.087
PSP (λ) 0.36 0.169 0.249
DFF (λ) 0.25 -0.08 0.174
PPM (λ) 0.21 0.026 0.066
Abbreviations: w+—sum of the QAICcw of the models where the parameter was present; DNH—distance
from nearest aquatic habitat; HEV—proportion of herbaceous vegetation cover; STA—size of trampled
marshy area; PSP—proportion of surrounding pasture; DFF—distance from nearest forest fragment; PPM—
proportion of flat level margin. Estimative of c^ for the model was 3.66.
doi:10.1371/journal.pone.0163094.t005
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development. In this way cattle may have a direct positive effect on the reproductive success of
P.mystacalis.
Most of the effects of cattle grazing on freshwater diversity are related to the alteration of
vegetation by grazing activity [20] or changes in water quality [38] while hoof prints of large
animals usually have trivial impacts on other species [52]. However, when these large animals
are in high densities, such as the case with cattle, these effectsmay be greater [52,53]. For exam-
ple, livestock played an important role in the success of the invasive anuran Rhinella marina in
Australia [25]. In that case, cattle hoof prints at the edges of ponds provided shelter from desic-
cation for adults and juveniles of R.marina, thereby enhancing the survival of these individu-
als. In the sampled area, cattle are creating microhabitats similar to those used by P.mystacalis
for calling and reproduction in natural habitats. The high occupancy of these new created
microhabitats could represent a plastic response to these new environmental conditions. How-
ever, despite these positive impact of cattle on site occupancy and abundance of P.mystacalis,
we still do not know what long-term effects such livestock activities can have on populations of
this species or on pond communities in general.
Greater proportions of herbaceous vegetation cover in aquatic habitats also favored P.mys-
tacalis. Although these vegetation types are mostly grasses, they can provide shelter from pred-
ators [16,17] and protection from solar radiation, especially for small anurans (about 15mm
snout-vent length, [54]) that mostly call before nightfall, such as P.mystacalis [35]. Addition-
ally, because pastures are essentially grass fields with no canopy cover, a greater proportion of
herbaceous vegetation in aquatic habitats located within pastures could be expected.Another
possible explanation for this relationship is that greater herbaceous vegetation cover actually
reflects the proportion of shallow marshy areas in a particular aquatic habitat (e.g. depth
between 10 and 15 cm), since herbaceous vegetation does not grow in deeper areas (RMP pers.
obs).
Despite our predictions that landscape variables would be less important than the structural
variables in predicting the abundance of callingmales, we found distance to the nearest aquatic
habitat to be a very important predictor in our models. This variable has already been consid-
ered important for anuran metacommunity structure in the same region [55] and, indeed,
Pseudopaludicola mystacalis was strongly influenced by this variable in previous work (referred
to as Pseudopaludicola falcipes 1 in Prado et al [55]). P.mystacalis is a very small frog only
found in open areas with high temperatures and high risk of desiccation. Although other spe-
cies from this genus are known to be resistant to desiccation [56], pastures could be harsher
than natural open areas because constant grazing and trampling may reduce soil vegetation
cover, then increasing soil temperature. In such environment, a great availability of aquatic
habitats in the landscape should be important to maintain viable populations. Thus, in land-
scapes with high quality habitats (i.e. great availability of small puddles in aquatic habitats) and
less permeablematrix, it is expected that individuals are less prone to disperse between habitats
than in natural landscapes [57]. In this scenario, the proximity between habitats should favors
dispersal, explaining the higher abundance found in aquatic habitats with other aquatic habi-
tats nearby.
The occurrence of proximate aquatic habitats is apparently not directly related to grazing
management. However, some recent studies have suggested that increasing land use, such as
agricultural and livestock activities, is increasing the availability of lentic aquatic habitats
[58,59]. Specifically, land owners frequently construct artificial ponds or dams as a water
source for livestock (e.g. [4,5,56]). This could mean that aquatic habitats located within pas-
tures would be more likely to be near other aquatic habitats than habitats located in non-pas-
ture landscapes. Indeed, we observed that the shortest distances to nearest aquatic habitats
occurred in habitats with cattle access (S2 Fig). The increased dispersal could increase gene
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flow and, although it can reduce genetic variability among local populations, it also can
decrease rates of homozygosity, increasing fitness of individuals [60]. Additionally, increased
dispersal can prevent local extinctions because of the constant arrival of individuals through
dispersion [61]. Therefore, aquatic habitats within pasture areas could harbor greater popula-
tions of P.mystacalis and other amphibian species. Nonetheless, this increased dispersal still
lacks empirical confirmation.
Finally, our results show a strong contribution by cattle to facilitating the occurrence of
Pseudopaludicola. mystacalis. It has already been shown in Brazil that areas of pasture and sug-
arcane crops harbor different species and have different species richness than native habitats
[62]. These differences are mainly attributed to changes in environmental features such as
water quality and hydroperiod [62]. Our study shows that some species can actually be directly
influenced by land use. In our case, cattle are directly influencing habitat use by P.mystacalis.
Additionally, two other species of Pseudopaludicola, Pseudopaludicola ternetzi and P. atragula,
are usually found in syntopy with P.mystacalis in the study region [4,37], although they are
less frequent. These two species also appear to benefit from small puddles created by cattle
trampling for reproduction (RMP pers. obs). This leads us to hypothesize that cattle are likely
to have an influence on the distribution of these two species as well. However, the effects of cat-
tle grazing in amphibian communities may vary among species [20,63]. Species which are
dependent of arboreal and shrubby vegetation for reproduction could be negatively impacted
by cattle grazing, while species resistant to desiccation and not dependent of complex vegeta-
cional structures, such as P.mystacalis, may be favored. We believe that population based stud-
ies, such as this one, can help to better plan and refine new and already existing conservation
strategies (e.g. [4,5]) in these highly altered landscapes.
Supporting Information
S1 Fig. Aquatic habitat withmarshy areamodifiedby cattle.A: Example of an aquatic habi-
tat with a marshy area modified by cattle trampling. B: Example of the small puddles formed
by cattle hoof prints. C and D are the same images but with the trampled marshy area and the
small puddles indicated by white dotted lines.
(TIF)
S2 Fig. The difference in distance to the nearest aquatic habitat between habitats with and
without cattle access.Because there is a possibility that pasture areas have more lentic aquatic
habitats than non-pasture habitats, we performed a Kruskal-Wallis test (the data did not meet
assumptions of normality and homogeneity of variances even after transformation) to assess
whether the distance to the nearest aquatic habitat was greater in habitats without cattle access
(i.e. non-pasture areas). The result was statistically significant (X2 = 8.011, p = 0.004) and sup-
ports this hypothesis. However, we still cannot say for sure that the shorter distances to other
aquatic habitats in habitats with cattle access is a consequence of higher habitat availability in
pastures.
(TIF)
S1 Table. Number of pairs of habitats and Pearson’s r in nine distance classes.
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S2 Table. Geographiccoordinates, abundance variables, occupancyvariables, detection var-
iables and count data for each sampled aquatic habitat at each sampling occasion.
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S3 Table. Goodnessof fit test for the global and best models of occupancyand point count
data for spatial distribution of Pseudopaludicola mystacalis in northwestern São Paulo
State in southeasternBrazil.
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S4 Table. Results of the variance inflation factor analyses (VIF).
(DOCX)
Acknowledgments
The authors are grateful to Rodrigo Silva, Verônica Sousa and André Pansonato for help in
identifying the species; to Renata Pardini, Fernando Ribeiro, and Paulo Inácio Prado for help
in data analysis; and to Rodrigo Silva, Verônica Sousa, Tales Cordeiro, Thiago Pereira, the stu-
dents of the Laboratory of Theoretical Ecology at UNESP and other friends for the useful help
during field surveys.We also thank Hugo Cayuela and Tibor Hartel for crucial suggestions on
the manuscript and data analysis.
Author Contributions
Conceptualization:RMPMVG DCRF.
Data curation:RMP.
Formal analysis:RMP.
Funding acquisition: RMP DCRF.
Investigation: RMP.
Methodology:RMPMVG DCRF.
Project administration:DCRF.
Resources:DCRF.
Supervision:DCRFMVG.
Visualization: RMP.
Writing – original draft:RMP.
Writing – review& editing:MVG DCRF.
References
1. Alford RA, Richards SJ. Global Amphibian Declines: A Problem in Applied Ecology. Annu Rev Ecol
Syst. 1999; 30: 133–165. doi: 10.1146/annurev.ecolsys.30.1.133
2. Eterovick PC, Carnaval ACO de Q, Borges-Nojosa DM, Silvano DL, Segalla MV, Sazima I. Amphibian
Declines in Brazil: An Overview. Biotropica. 2005; 37: 166–179. doi: 10.1111/j.1744-7429.2005.
00024.x
3. Laurila A. Breeding habitat selection and larval performance of two anurans in freshwater rock-pools.
Ecography (Cop). 1998; 21: 484–494. doi: 10.1111/j.1600-0587.1998.tb00440.x
4. da Silva FR, Candeira CP, de Rossa-Feres D C. Dependence of anuran diversity on environmental
descriptors in farmland ponds. Biodivers Conserv. 2012; 21: 1411–1424. doi: 10.1007/s10531-012-
0252-z
5. do Prado VHM, de Rossa-Feres D C. Multiple determinants of anuran richness and occurrence in an
agricultural region in south-eastern Brazil. Environ Manage. 2014; 53: 1–15. doi: 10.1007/s00267-014-
0241-y
Effects of Grazing Management and Cattle on Habitat Use by the Anuran Pseudopaludicola mystacalis
PLOS ONE | DOI:10.1371/journal.pone.0163094 September 22, 2016 11 / 14
6. Rosenzweig ML. A theory of habitat selection. Ecology. 1981; 62: 327. doi: 10.2307/1936707
7. Morris DW. Scales and costs of habitat selection in heterogeneous landscapes. Evol Ecol. 1992; 6:
412–432. doi: 10.1007/BF02270701
8. Morris DW, Brown JS. The role of habitat selection in landscape ecology. Evol Ecol. 1992; 6: 357–359.
doi: 10.1007/BF02270697
9. Morris DW. Toward an ecological synthesis: a case for habitat selection. Oecologia. 2003; 136: 1–13.
doi: 10.1007/s00442-003-1241-4 PMID: 12690550
10. Krivan V. Dynamic ideal free distribution: effects of optimal patch choice on predator-prey dynamics.
Am Nat. 1997; 149: 164. doi: 10.1086/285984
11. da Silva FR, Gibbs JP, de Rossa-Feres D C. Breeding Habitat and Landscape Correlates of Frog
Diversity and Abundance in a Tropical Agricultural Landscape. Wetlands. 2011; 31: 1079–1087. doi:
10.1007/s13157-011-0217-0
12. Babbitt KJ. The relative importance of wetland size and hydroperiod for amphibians in southern New
Hampshire, USA. Wetl Ecol Manag. 2005; 13: 269–279. doi: 10.1007/s11273-004-7521-x
13. Babbitt KJ, Baber MJ, Tarr TL. Patterns of larval amphibian distribution along a wetland hydroperiod
gradient. Can J Zool. 2003; 81: 1539–1552. doi: 10.1139/z03-131
14. Silva RA, Martins IA, de Rossa-Feres D C. Bioacu´stica e sı´tio de vocalizac¸ão em taxocenoses de
anuros de a´rea aberta no noroeste paulista. Biota Neotrop. 2008; 8. doi: 10.1590/S1676-
06032008000300012
15. Vasconcelos T da S, de Rossa-Feres D C. Habitat heterogeneity and use of physical and acoustic
space in anuran communities in Southeastern Brazil. Phyllomedusa. 2008; 7: 127–142.
16. Burne MR, Griffin CR. Habitat associations of pool-breeding amphibians in eastern Massachusetts,
USA. Wetl Ecol Manag. 2005; 13: 247–259. doi: 10.1007/s11273-004-7519-4
17. Shulse CD, Semlitsch RD, Trauth KM, Williams AD. Influences of design and landscape placement
parameters on amphibian abundance in constructed wetlands. Wetlands. 2010; 30: 915–928. doi: 10.
1007/s13157-010-0069-z
18. Kopp K, Wachlevski M, Eterovick PC. Environmental complexity reduces tadpole predation by water
bugs. Can J Zool. 2006; 84: 136–140. doi: 10.1139/z05-186
19. de Queiroz C S, da Silva FR, de Rossa-Feres D C. The relationship between pond habitat depth and
functional tadpole diversity in an agricultural landscape. R Soc Open Sci. 2015; 2: 150165. doi: 10.
1098/rsos.150165 PMID: 26587274
20. Burton EC, Gray MJ, Schmutzer A. C, Miller DL. Differential Responses of Postmetamorphic Amphibi-
ans to Cattle Grazing in Wetlands. J Wildl Manage. 2009; 73: 269–277. doi: 10.2193/2007-562
21. Pyke CR, Marty J. Cattle grazing mediates climate change impacts on ephemeral wetlands. Conserv
Biol. 2005; 19: 1619–1625. doi: 10.1111/j.1523-1739.2005.00233.x
22. Steinman AD, Conklin J, Bohlen PJ, Uzarski DG. Influence of cattle grazing and pasture land use on
macroinvertebrate communities in freshwater wetlands. Wetlands. 2003; 23: 877–889. doi: 10.1672/
0277-5212(2003)023[0877:IOCGAP]2.0.CO;2
23. da Silva FR, Oliveira TAL, Gibbs JP, de Rossa-Feres D C. An experimental assessment of landscape
configuration effects on frog and toad abundance and diversity in tropical agro-savannah landscapes
of southeastern Brazil. Landsc Ecol. 2012; 27: 87–96. doi: 10.1007/s10980-011-9670-7
24. Knutson MG, Richardson WB, Reineke DM, Gray BR, Parmelee JR, Weick SE. Agricultural ponds
support amphibian populations. Ecol Appl. 2004; 14: 669–684. doi: 10.1890/02-5305
25. Cabrera-Guzma´n E, Crossland MR, Gonza´lez-Bernal E, Shine R. The interacting effects of ungulate
hoofprints and predatory native ants on metamorph cane toads in tropical Australia. PLoS One. 2013;
8. doi: 10.1371/journal.pone.0079496
26. de Sousa VTT, Teresa FB, de Rossa-Feres D C. Predation risk and jumping behavior in Pseudopaludi-
cola aff. falcipes tadpoles. Behav Ecol. 2011; 22: 940–946. doi: 10.1093/beheco/arr072
27. Ab’Sa´ber AN. Os domı´nios de natureza no Brasil: potencialidades paisagı´sticas. 1a ed. São Paulo:
Ateliê Editorial; 2003.
28. Nalon MA, de Mattos IF A, Franco GADC. Meio fı´sico e aspectos da fragmentac¸ão da vegetac¸ão. In:
Rodrigues RR, Joly CA, de Brito MCW, Paese A, Metzger JP, Casatti L, et al., editors. Diretrizes para
a conservac¸ão e restaurac¸ão da biodiversidade no Estado de São Paulo. São Paulo: Secretaria do
Meio Ambiente; 2008. pp. 14–21.
29. IBGE—Instituto Brasileiro de Geografia e Estatı´stica. Censo Agropecua´rio 2006. Ibge. 2006; 777.
0103–6157
30. Dias Filho MB. Diagno´stico das Pastagens no Brasil. Embrapa Amaz Orient. 2014;Documentos: 22.
Effects of Grazing Management and Cattle on Habitat Use by the Anuran Pseudopaludicola mystacalis
PLOS ONE | DOI:10.1371/journal.pone.0163094 September 22, 2016 12 / 14
31. Kottek M, Grieser J, Beck C, Rudor BFT, Rubel F. World Map of the Ko¨ppen-Geiger climate classifica-
tion updated. Meteorol zeitschrift. 2006; 15: 259–263. doi: 10.1127/0941-2948/2006/0130
32. CEPAGRI. Centro de Pesquisas Meteorolo´gicas e Clima´ticas Aplicadas à Agricultura [Internet]. 2015
[cited 10 Feb 2014]. Available: http://www.cpa.unicamp.br/outras-informacoes/clima-dos-municipios-
paulistas.html.
33. de Rossa-Feres D C, Jim J. Similaridade do sı´tio de vocalizac¸ão em uma comunidade de anfı´bios
anuros na região noroeste do Estado de São Paulo, Brasil. Rev Bras Zool. 2001; 18: 439–454. doi: 10.
1590/S0101-81752001000200015
34. Scott NJ Jr, Woodward BD. Surveys at breeding sites. In: Heyer WR, Donnelly MA, Mc Diarmid RW,
Hayek LC, Foster MS, editors. Measuring and monitoring biological diversity: Standard methods for
amphibians. Washington: Smithsonia; 1994. pp. 118–125.
35. Del-Grande ML. Histo´ria natural de Pseudopaludicola mystacalis (Cope, 1887) (Anura, Leptodactyli-
dae) na região noroeste do Estado de São Paulo. Universidade Estadual Paulista, Instituto de Bio-
ciências, Rio Claro. 2002.
36. Silva RA, Martins IA, de Rossa-Feres D C. Environmental heterogeneity: Anuran diversity in homoge-
neous environments. Zool. 2011; 28: 610–618. doi: 10.1590/S1984-46702011000500009
37. Pansonato A, Mudrek JR, Veiga-Menoncello ACP, de Rossa-Feres D C, Martins IA, Stru¨ssmann C. A
new species of Pseudopaludicola Miranda-Ribeiro, 1926 (Anura: Leptodactylidae: Leiuperinae) from
northwestern state of São Paulo, Brazil. Zootaxa. 2014; 3861: 249. doi: 10.11646/zootaxa.3861.3.3
PMID: 25283406
38. Schmutzer AC, Gray MJ, Burton EC, Miller DL. Impacts of cattle on amphibian larvae and the aquatic
environment. Freshw Biol. 2008; 53: 2613–2625. doi: 10.1111/j.1365-2427.2008.02072.x
39. MacKenzie DI, Nichols JD, Lachman GB, Droege S, Royle AJ a., Langtimm C a. Estimating site occu-
pancy rates when detection probabilities are less than one. Ecology. 2002; 83: 2248–2255. doi: 10.
1890/0012-9658(2002)083[2248:ESORWD]2.0.CO;2
40. Pellet J, Schmidt BR. Monitoring distributions using call surveys: Estimating site occupancy, detection
probabilities and inferring absence. Biol Conserv. 2005; 123: 27–35. doi: 10.1016/j.biocon.2004.10.005
41. MacKenzie DI, Bailey LL. Assessing the fit of site-occupancy models. J Agric Biol Environ Stat. 2004;
9: 300–318. doi: 10.1198/108571104X3361
42. Burnham KP, Anderson DRD. Model Selection and Multimodel Inference: A Practical Information-The-
oretic Approach ( 2nd ed). Ecological Modelling. 2002. doi: 10.1016/j.ecolmodel.2003.11.004
43. Royle JA. N-Mixture Models for Estimating Population Size from Spatially Replicated Counts. Bio-
metrics. 2004; 60: 108–115. doi: 10.1111/j.0006-341X.2004.00142.x PMID: 15032780
44. Legendre P, Legendre L. Numerical Ecology. 3rd ed. Developments in Environmental Modelling.
Oxford: Elsevier; 2012.
45. Zuur AF, Ieno EN, Elphick CS. A protocol for data exploration to avoid common statistical problems.
Methods Ecol Evol. 2010; 1: 3–14. doi: 10.1111/j.2041-210X.2009.00001.x
46. R Core Team. R: A language and environment for statistical computing. R Foundation for Statistical
Computing [Internet]. Vienna, Austria; 2014. Available: http://www.r-project.org/
47. Oksanen J, Blanchet FG, Kindt R, Legendre P, Minchin PR, O’Hara RB, et al. vegan: Community Ecol-
ogy Package [Internet]. 2015. Available: http://cran.r-project.org/package=vegan
48. Fiske IJ, Chandler RB. unmarked: An R package for fitting hierarchical models of wildlife occurrence
and abundance. J Stat Softw. 2011; 43: 1–23.
49. Manzarolle MJ. AICcmodavg: Model selection and multimodel inference based on (Q)AIC(c). [Inter-
net]. 2016. Available: http://cran.r-project.org/package=AICcmodavg.
50. Barton K. MuMIn: Multi-Model Inference [Internet]. 2016. Available: https://cran.r-project.org/
package=MuMIn
51. Connor EF, Courtney AC, Yoder JM. Individuals-Area Relationships: The Relationship between Ani-
mal Population Density and Area. Ecology. 2000; 81: 734–748. doi: 10.2307/177373
52. Jones CG, Lawron JH, Shachak M, Lawton JH, Shachak M. Positive and negative effects of organisms
as physical ecosystem engineers. Ecology. 1997; 78: 1946–1957. doi: 10.1890/0012-9658(1997)078
[1946:PANEOO]2.0.CO;2
53. Jones CG, Lawton JH, Shachak M. Organisms as ecosystem engineers. Ecosyst Manag. New York,
NY: Springer New York; 1994; 78: 130–147. doi: 10.1007/978-1-4612-4018-1_14
54. Pansonato A, Rhaiza Mudrek J, Simioni F, Alves Martins I, Stru¨ssmann C. Geographical Variation in
Morphological and Bioacoustic Traits of Pseudopaludicola mystacalis (Cope, 1887) and a Reassess-
ment of the Taxonomic Status of Pseudopaludicola serrana Toledo, 2010 (Anura: Leptodactylidae:
Leiuperinae). Adv Zool. 2014; 2014: 1–13. doi: 10.1155/2014/563165
Effects of Grazing Management and Cattle on Habitat Use by the Anuran Pseudopaludicola mystacalis
PLOS ONE | DOI:10.1371/journal.pone.0163094 September 22, 2016 13 / 14
55. do Prado VHM, de Rossa-Feres D C. The influence of niche and neutral processes on a neotropical
anuran metacommunity. Austral Ecol. 2014; 39: 540–547. doi: 10.1111/aec.12114
56. Watling JI, Braga L. Desiccation resistance explains amphibian distributions in a fragmented tropical
forest landscape. Landsc Ecol. Springer Netherlands; 2015; 30: 1449–1459. doi: 10.1007/s10980-
015-0198-0
57. Fahrig L. Non-optimal animal movement in human-altered landscapes. Funct Ecol. 2007; 21: 1003–
1015. doi: 10.1111/j.1365-2435.2007.01326.x
58. Downing JA, Prairie YT, Cole JJ, Duarte CM, Tranvik LJ, Striegl RG, et al. The global abundance and
size distribution of lakes, ponds, and impoundments. Limnol Oceanogr. 2006; 51: 2388–2397. doi: 10.
4319/lo.2006.51.5.2388
59. Chumchal MM, Drenner RW. An environmental problem hidden in plain sight? Small Human-made
ponds, emergent insects, and mercury contamination of biota in the Great Plains. Environ Toxicol
Chem. 2015; 34: 1197–1205. doi: 10.1002/etc.2954 PMID: 26013117
60. Hanski I, Gaggiotti O, Whitlock MC. Selection and Drift in Metapopulations. In: Hanski I, Gaggiotti O,
editors. Ecology, Genetics and Evolution of Metapopulations. 1st ed. San Diego: Elsevier; 2004. pp.
153–174.
61. Hanski I, Gilpin M. Metapopulation dynamics : brief history and conceptual domain. Biol J Linn Soc.
1991; 42: 3–16. doi: 10.1111/j.1095-8312.1991.tb00548.x
62. Schiesari LC, Corrêa DT. Consequences of agroindustrial sugarcane production to freshwater biodi-
versity. GCB Bioenergy. 2016; 8: 644–657.
63. Haddad CFB, de Prado CP A. Reproductive Modes in Frogs and Their Unexpected Diversity in the
Atlantic Forest of Brazil. Bioscience. 2005; 55: 207. doi: 10.1641/0006-3568(2005)055[0207:RMIFAT]
2.0.CO;2
Effects of Grazing Management and Cattle on Habitat Use by the Anuran Pseudopaludicola mystacalis
PLOS ONE | DOI:10.1371/journal.pone.0163094 September 22, 2016 14 / 14
